Purpose: In this study, we established the inflammatory factor grade system (IFGs) based on the hepatocellular carcinoma (HCC) microenvironment to investigate the role of inflammatory factor grade (IFG) 
Introduction
Hepatocellular carcinoma (HCC) is the fourth leading cause of cancer mortality worldwide and the third leading cause of cancer mortality in China. 1, 2 The treatment for early stage HCC is mainly liver resection, ablation, or liver transplantation. Although the 5-year survival rate can reach up to 70%, the recurrence rate is over 80%. 3 Therefore, early prediction and early intervention in HCC recurrence are important to improve the overall survival of patients. In recent years, an increasing number of studies have found that the tumor microenvironment is one of the key factors underlying the progression of HCC; however, the mechanism of regulation remains unclear. [4] [5] [6] In particular, inflammatory cytokines and activate hepatic stellate cells and secrete extracellular matrix proteins of different compositions and distributions; HCC cells can bind to these proteins and cross tissue boundaries, making the cancer more aggressive. 9 Based on the 2017 version of the American Joint Committee on Cancer (AJCC) staging, 10 we enrolled 87
HCC patients with stage I-II who underwent R0 resection and had paraffin-embedded specimens. We first used immunohistochemistry (IHC) to detect the expression levels of common inflammatory factors in these 87 paraffin specimens. Then, we assigned an inflammatory factor grade (IFG) based on the IHC data and examined its ability to predict prognosis in HCC patients, especially recurrence.
Materials and Methods

Clinicopathological Information
Between 2000 and 2012, 87 HCC patients with AJCC stage I or II underwent R0 resection in the Affiliated Hospital of Qingdao University, comprising 71 males and 16 females with an age range of 31-83 years and a median age of 56.0 years. The basic characteristics of the patients are summarized in Table 1 . All patients signed a written informed consent form before surgery. The inclusion criteria were as follows: (1) the patient underwent R0 resection; (2) the patient was diagnosed with HCC according to the European Society of Liver Research radiological standards and postoperative pathology; and (3) the HCC was AJCC stage I-II. 10 The exclusion criteria were as follows: (1) was used to detect the primary antibodies, and the color was developed using 3,3ʹ-diaminobenzidine chromogen substrate for 10 min. Then, the sections were counterstained with hematoxylin for 1 min. Finally, the tissue sections were dehydrated in an ethanol gradient, cleared, and scored. Two pathologists at the Affiliated Hospital of Qingdao University (Qingdao, China) scored the extent of immunostaining based on the staining intensity and percentage of immune response cells. The staining intensity was graded as follows: no stain, pale yellow, brownish yellow, and tan were graded as 0, 1, 2, and 3, respectively. The degree of immune response was graded as follows: the percentage of positive cells <5%, 5%~25%, 26%~50%, 51%~74%, >75% were assigned 0, 1, 2, 3, and 4 points, respectively, and the two scores were added together. The specimens in the lowexpression group had scores of ≤4 points, and those in the high-expression group had scores of >4 points. 
Statistical Analysis
Statistical analysis was performed using SPSS 24.0 and R software, and Student's t-test was used to compare the mean values. The classification data were analyzed using Fisher's exact test or the χ 2 test. The survival analysis was performed using the Kaplan-Meier method, and the relationships between the expression of inflammatory factors and DFS or OS were compared by the log rank test. Univariate and multivariate analyses were used to determine the significance of prognostic factors. The data are presented as the mean ± S.D., and P<0.05 (two-tailed) was considered statistically significant.
Results
Establishment of Inflammatory Factor Score and Grade
The patients were divided into high and low expression groups according to the immunohistochemical results ( Figure 1A -E). The Kaplan-Meier survival analysis showed that five inflammatory factors, namely, interleukin-6 (IL-6), interleukin-6 receptor (IL-6R), interleukin-1 beta (IL-1β), inhibitor kappa B kinase beta (IKKβ), and p38 mitogen-activated protein kinase (P38MAPK), were associated with the postoperative HCC recurrence (P<0.05, Table 2 ). The patients with high levels of expression of IL-6 and IL-6R had poor DFS ( Figure 2A and B, P<0.05); therefore, the patients with low levels of expression of these two factors were assigned 1 point, and those with high levels of expression were assigned 2 points. Patients with high levels of IL-1β, IKKβ and P38MAPK expression had good DFS ( Figure 2C -E, P<0.05) and were assigned 1 point, and patients with low expression levels were assigned 2 points. The scores of the five inflammatory factors for each HCC patient were added together, and the resulting total scores ranged from 5 to 10. Patients with scores of 5 to 7 were assigned IFG-A, and patients with scores of 8 to 10 were assigned IFG-B (Table 3) .
Clinicopathological Factors Associated with IFG
Among all clinicopathological factors studied, we found that IFG was only positively correlated with tumor size (P=0.037, Table 4 ); i.e., a higher IFG indicated a larger tumor size.
Relationship Between IFG and HCC Prognosis
The mean follow-up time was 44.7 ± 24.1 months (4.0-114.5).
The DFS rates of patients at 1-, 3-, and 5-years were 50.6%, 33.3%, and 18.4%, respectively, and the median DFS was 12.9 months (95% CI: 1.7-24.1). The median DFS for the IFG-A and IFG-B groups were 26.8 months (95% CI: 10.7-42.9) and 7.5 months (95% CI: 4.7-10.4), respectively, and the corresponding 1-, 3-, and 5-year DFS rates were 62.7%, 45.78%, 25.4% and 25.0%, 7.1%, 3.6%, respectively. The DFS of the IFG-B group was significantly shorter than that of the IFG-A Figure 1 Immunohistochemical analysis of IL-6, IL-6R, IL-1β, IKKβ, and P38MAPK protein levels in HCC tissue specimens (A) IL-6 expression (×400), (B) IL-6R expression (×400), (C) IL-1β expression (×400), (D) IKKβ expression (×400), (E) P38MAPK expression (×400).
Abbreviations: IL-6, interleukin-6; IL-6R, interleukin-6 receptor; IL-1β, interleukin-1 beta; IKKβ, inhibitor kappa B kinase beta; P38MAPK, p38 mitogen-activated protein kinase; HCC, hepatocellular carcinoma.
group, and the difference between the two groups was statistically significant (P<0.001, Figure 3A) . The 1-, 3-, and 5-year OS rates were 90.8%, 64.4%, and 29.9%, respectively, and the median OS was 67.3 months (95% CI: 34.4-100.2). The median OS rates of the IFG-A and IFG-B groups were 67.3 months (95% CI: 32.4-102.2) and 40.6 months (95% CI: 24.4-56.8), respectively, and the corresponding 1-, 3-, and 5-year OS rates were 89.8%, 64.4%, 33.9% and 92.9%, 64.3%, 21.4%, respectively. There were no significant differences between the IFG-A and IFG-B groups in terms of OS (P=0.2, Figure 3B ).
Univariate and Multivariate Analyses of DFS
Univariate analysis showed that the aspartate aminotransferase (AST) level, platelet (PLT) count, tumor number, tumor size, tumor differentiation, and IFG were associated with DFS, and the differences were statistically significant (P<0.05, Univariate and Multivariate Analyses of OS Univariate analysis showed that AST level, PLT count, and differentiation degree were associated with OS, and the differences were statistically significant (P<0.05, Table 6 ). Multivariate Cox regression analysis was performed with these factors that were significant in the univariate analysis, with the results showing that AST >42 U/L (HR: 1.933, 95% CI: 1.031-3.623, P=0.040) and poor tumor differentiation (HR: 2.402, 95% CI: 1.268-4.500, P=0.007) were independent risk factors for OS (Table 6 ).
Discussion
In this study, we used 87 patients with AJCC stage I-II HCC who underwent R0 resection to study the correlation of IFG with survival parameters and prognosis. We detected the expression of 12 common inflammatory factors and established a grading system (designated the IFGs) based on the expression of the five factors significantly correlated with recurrence. We found that IFG is positively associated with tumor size and that patients with higher IFG (IFG-B) levels had worse DFS. Moreover, PLT ≤100×10 9 /L, tumor size ≥5 cm, poor tumor differentiation level, and IFG-B are independent risk factors for DFS after HCC resection, and importantly, the IFG has the strongest association with DFS.
The clinical grading systems for HCC prognosis include Barcelona clinic liver cancer (BCLC) staging, 11 Okuda staging, 12 tumor-node-metastasis (TNM) staging, 13 and albumin-bilirubin (ALBI) grading, 14 and they consider factors such as tumor size, number of lesions, vascular invasion, extrahepatic metastases, and common clinical and pathological factors such as Child-Pugh classification. However, none of these a Statistically significant. Abbreviations: DFS, disease-free survival; CI, confidence interval; IL-6, interleukin-6; IL-6R, interleukin-6 receptor; JAK2, janus kinase 2; STAT3, signal transducer and activator of transcription 3; SOCS3, Suppressor of cytokine signaling 3; IL-1α, interleukin-1 alpha; IL-1β, interleukin-1 beta; IL-8, interleukin-8; TNF-α, tumor necrosis factoralpha; NFκB, nuclear factor kappa-light-chain-enhancer of activated B cells; IKKβ, inhibitor kappa B kinase beta; P38MAPK, p38 mitogen-activated protein kinase. grading systems take into account the inflammatory status of the tumor microenvironment. Of the 12 inflammatory factors screened, we further studied the five factors that were associated with recurrence after R0 resection in AJCC stage I-II HCC patients. Although many studies have reported the involvement of these inflammatory factors in cancer, no study has examined the relationship between the expression levels of these inflammatory factors in tumor tissues and patient prognosis. Studies have shown that high levels of IL-6 in peripheral blood are closely related to a poor prognosis in HCC patients; the higher the IL-6 level is, the worse the prognosis. [15] [16] [17] In addition, in multiple myeloma patients, higher IL-6R values correlate with poorer disease outcomes. 18 Our study found that patients with high expression levels of IL-6 or IL-6R in the HCC microenvironment had significantly shorter postoperative recurrence times (Figure 2A The DFS of patients with high IL-6 expression levels was worse than that of patients with low IL-6 expression levels (P=0.0065). (B) The DFS of patients with high IL-6R expression levels was worse than that of patients with low IL-6R expression levels (P=0.029). (C) The DFS of patients with high IL-1β expression levels was better than that of patients with low IL-1β expression levels (P=0.014).
(D) The DFS of patients with high IKKβ expression levels was better than that of patients with low IKKβ expression levels (P=0.038). (E) The DFS of patients with high P38MAPK expression levels was better than that of patients with low P38MAPK expression levels (P=0.0033). Abbreviations: DFS, disease-free survival; HCC, hepatocellular carcinoma; IL-6, interleukin-6; IL-6R, interleukin-6 receptor; IL-1β, interleukin-1 beta; IKKβ, inhibitor kappa B kinase beta; P38MAPK, p38 mitogen-activated protein kinase.
and B, P<0.05), which is consistent with the findings previously reported in the literature. Okamoto et al studied the relationship between IL-1β and matrix metalloproteinase (MMP)-3 gene polymorphisms and hepatitis C virus (HCV)-related HCC prognosis and found that the simultaneous presence of the IL-1β-31T allele and MMP-3-5A allele is a risk factor for poor prognosis. 19 At present, there are no reports on IL-1β expression and HCC prognosis, but we found that DFS was significantly prolonged in patients with high levels of IL-1β expression in tumor tissues ( Figure 2C , P=0.014). Jiang et al found that the level of tumor apoptosis was elevated in IKKα-and IKKβ-knockout HCC models, and lung metastasis and the growth of subcutaneous xenografts in mice were significantly inhibited. 20 However, He et al reported that IKKβ inhibits chemically induced HCC by inhibiting hepatocyte death and compensatory proliferation. 21 Our study found that high IKKβ expression significantly prolongs DFS ( Figure 2D , P=0.038). The P38MAPK signaling pathway is an important component of the MAPK cascade and performs different biological functions by mediating signal transduction. 22 P38MAPK and extracellular regulated protein kinases (ERKs) are closely related to HCC invasion, migration, and apoptosis. [23] [24] [25] Our study found that DFS was significantly prolonged in the P38MAPK high expression group and that P38MAPK may play a role as a tumor suppressor gene ( Figure 2E , P=0.0033).
In the process of assigning IHC scores for the inflammatory factors studied, we assigned 2 points for the high expression of factors that promote recurrence and 2 points for the low expression of factors that inhibit recurrence to integrate the expression trends of several inflammatory factors. Malaguarnera et al reported that higher levels of IL-6 were associated with tumor size and cancer aggressiveness in patients with HCC, 26 and we found that IFG was positively correlated with tumor size, which is consistent with the reports in the literature. At the same time, we conducted long-term follow-up of all patients for more than 5 years (4.0-114.5 months). We revealed that the median DFS of the IFG-A group was significantly higher than that of the IFG-B group ( Figure 3A , P<0.001). However, there was no significant difference in median OS between the IFG-A and IFG-B groups Abbreviations: IHC, immunohistochemistry; IFG, inflammatory factor grade; IL-6, interleukin-6; IL-6R, interleukin-6 receptor; IL-1β, interleukin-1 beta; IKKβ, inhibitor kappa B kinase beta; P38MAPK, p38 mitogen-activated protein kinase. ( Figure 3B , P=0.2), which may be due to recurrence patterns between groups, treatment after relapse, and tumor size. These factors may affect the OS after recurrence in HCC patients. 27 In addition, the multivariate analysis revealed that PLT ≤100×10 9 /L (HR: 0.522, 95% CI: 0.299-0.909, P=0.022) is an independent risk factor for postoperative recurrence in patients with AJCC stage I-II HCC, which is consistent with the findings of Amano et al 28 and Kaneko et al 29 The results of this study showed that tumor size ≥5 cm (HR: 2.362, 95% CI: 1.317-4.236, P=0.004) was an independent risk factor for postoperative recurrence, which may be related to tumor compression, the infiltration of surrounding tissue vessels, and the increased risk of vascular invasion. 30 When the degree of tumor differentiation is lower, tumor invasiveness is enhanced, and the tumor is more prone to recurrence and metastasis. Hubert et al found that pathological grade is an independent risk factor for the OS and DFS rates after liver cancer resection. 31 We also found that tumor differentiation is an independent risk factor for DFS 
Conclusions
This study established IFGs in HCC patients with AJCC stage I-II and demonstrated that IFG-B can predict poor DFS after R0 resection in HCC patients. Therefore, IFG-B HCC patients with AJCC stage I-II require more frequent follow-up observations to prevent HCC recurrence, thereby improving the long-term survival of HCC patients. However, our study had some limitations. First, our results have a certain scope of application and cannot be generalized to other populations. Second, the number of samples included in this study is limited; our conclusions must be validated through larger multicenter and prospective studies in the future. a Statistically significant. Abbreviations: HR, hazard ratio; CI, confidence interval; AFP, alpha-fetoprotein; ALB, albumin; ALT, alanine aminotransferase; AST, aspartate aminotransferase; GGT, gamma-glutamyl transpeptidase; PLT, platelet; TBIL, total bilirubin; HBV, hepatitis B virus; IFG, inflammatory factor grade. a Statistically significant. Abbreviations: HR, hazard ratio; CI, confidence interval; AFP, alpha-fetoprotein; ALB, albumin; ALT, alanine aminotransferase; AST, aspartate aminotransferase; GGT, gamma-glutamyl transpeptidase; PLT, platelet; TBIL, total bilirubin; HBV, hepatitis B virus; IFG, inflammatory factor grade.
